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were constructed and transfected into several cultured cell lines.  Although the proteins were 
expressed, the transfection efficiency was so poor, we could not tell if the constructs were killing cells 
in any specific way.  Hence, we moved directly onto construction of viral vectors.   We first produced 
MSCV-IRES GFP and DsRED constructs, but found that the DsRES was not sufficiently bright for 
reproducible sorting by the Duke FACS facility.  Hence, we have now switched to YFP and CFP tags. 
  We have constructed all of the variants described above.   
 
Task 2 
As described above, plasmid constructs did not prove promising.   Thus, we have retrovirally infected 
Bcr-Abl and normal cells with the constructs described above and have some initial promising 
indication that our strategy is working to selectively kill the Bcr-Abl-transformed cells in culture.   We 
are preparing to repeat these experiments with more rigorous quantitation, using multiple parameters 
for measurement of apoptosis.   If these experiments are successful ,we will proceed to task 3 with 
whole animal models. 
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Fig. 1.  Bcr-Abl-expressing or control cells were dual-infected with the caspase 9 variants shown 
above.   Cell death was quantitated by PI staining and flow cytometry. 
 
 
Key Research outcomes 
 

• Design and engineering of  plasmid vectors for the selective killing of Bcr-Abl cells.  
 

• Initial expression testing of proteins.   
 

• Transfer of Crk-based constructs into MSCV vector and initial expression testing 
 

• Initial killing assays 
 
Reportable outcomes 
 
None as yet, but award was only held for 18 months.  Further reportable results are anticipated in the 
next 12 months. 
 



Conclusions 
 
      Despite numerous technical difficulties, we have finally engineered a set of promising viral vectors 
with the potential to yield selective killing of Bcr-Abl-expressing cells.   This represents a novel 
strategy to kill these cells.  Moreover, if we can confirm that our new constructs are successful in 
inducing selective killing of the Bcr-Abl-expressing cells, this will be the first example of conditional 
caspase activation depending on the transformed state of the cell. 
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